The extraction protocol given on the following pages is based on the one published in [1] and optimised for extraction of DNA from dry, powder-like, materials (e.g. certified reference materials), especially maize and soy flours. The volumes given take into account the absorption of buffer by the material. However, should the plant material absorbs so much of the buffer that the volumes mentioned in the protocol cannot be recovered after centrifugation, 1 to 3 ml of water may be added to the powder prior to extraction.
Buffers
Extraction Buffer (final volume: 1 liter) CTAB: 20 g/l (2%) NaCl (5 M) 280 ml (1, Centrifuge 15 minutes at ≥ 10 000 × g. Transfer a minimum of 8 ml supernatant to a new tube.
Add 4 ml chloroform:isoamyl (24:1) and vortex. Centrifuge 10 minutes at ≥ 5 000 × g. Transfer 7 ml supernatant to a new 50 ml tube.
Add 14 ml (2 volumes) precipitation buffer, invert 3-4 times. Incubate 1h at room temperature. Centrifuge 15 minutes at ≥ 10 000 × g. Remove supernatant.
Add 3 ml NaCl Solution to redissolve DNA. (Incubate 30 minutes at 50 • C with regular shaking for a more complete re-suspension) Add 3 ml chloroform:isoamyl (24:1), vortex. Centrifuge 10 minutes at ≥ 5 000 × g. Transfer 2.5 ml supernatant to a new 5 ml eppendorf tube (or 2× 1.25ml to two 2 ml eppendorf tubes). Add 1.5 ml (0,6 volumes) isopropanol (or 750 µl to each 2 ml tube). Incubate 10 minutes at room temperature. Centrifuge 15 minutes at ≥ 10 000 × g. Remove supernatant.
Wash pellet with 2 ml 70% EtOH (or 1ml per 2ml tube) for 10 min to overnight (e.g. in a tube rotator). Centrifuge 10 minutes at ≥ 10 000 at ≥ g. Remove supernatant.
Vacuum dry pellet 10 minutes at 30 • C. Resuspend in 500 µl (or 250 µl per 2ml tube) 0.1× TE.
